CKII interacts with Spt6 and regulates histone post-translational modifications. (A)
Immunoblot showing methylation levels on histone H3 in WT and ck2ts strains at permissive (30°C) and non-permissive (25°C and 37°C) temperatures. Total H3 levels were used as a loading control. (B) Co-immunoprecipitation of Spt6 and CKII. Extracts of yeast strains with endogenously epitope-tagged Spt6 (FLAG) and untagged CKII, tagged CKA1 (6HA), or tagged CKA2 (6HA) were immunoprecipitated with FLAG antibody (see Methods). Samples were immunoblotted with HA antibody to assess the Spt6:CKII interaction. RNAPII CTD-S2phos immunoblot is shown as a positive control for interaction with Spt6. FLAG and G6PDH immunoblots are shown for additional controls. All experiments were performed in triplicate and the images shown are representative examples of the replicates. b2  y2 y3 y4 y5  b4 y6  b5 b6  b7 y9  b8  y10  b9  y11 b10  y12 y13 y14 y15 (E) and (F) ChIP-qPCR analysis of Spt6 at the PMA1 and TDH3 loci in the indicated WT and spt6 S8-->A8 and spt6 S8-->E8 mutants. (G and H) ChIP-qPCR analysis of H3 at the PMA1 and TDH3 loci in the WT and spt6 S8-->A8 and spt6 S8-->E mutants. All ChIP-qPCR data are represented as mean ± standard deviation of three biological replicates (n=3) and * p<0.05, ** p<0.01as assessed by Student's t test. (I) Histogram of length distribution of genes that show a decrease is the localization of Spt6 and H3 at the 5'-ends of genes in spt6 S8-->A8 mutant compared to the WT cells. (J) A histogram showing genes that tend to have a decrease in the levels of Spt6 and H3 at the 5'-ends genes in the spt6 S8-->A8 mutant (compared to the 3'-ends) tend to be highly expressed (red bars); the control genes that have a higher Spt6 at the 5' ends tend to be more lowly expressed than the global average (blue bars). (K) Histogram showing the distribution of gene length in a set of control genes (where Spt6 levels were higher at the 5'-ends), which shows that these genes tend to be shorter than the global average. and SPB4, respectively, strains. qRT-PCR and ChIP data are represented as mean ± SD of three independent biological experiments, and significance was determined using a Student's t test. Asterisks indicate significance values, where *p<0.05, **p<0.01; non-significant comparisons are not shown. All qPCR primer sequences (C-H) are listed in Supplementary Table S4 . 
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